Copy for the Elected Office (EO/US) 

P/ NT COOPERATION TREAT 



PCT/JPOO/03932 



PCT 



NOTIFICATION OF THE RECORDING 
OF A CHANGE 

(PCT Rule 92bis.1 and 
Administrative Instructions, Section 422) 



Fronn the INTERNATIONAL BUREAU 



Date of mailing (day/month/year) 

26 January 2001 (26.01.01) 



To: 



KITAGAWA, Osamu 
Kitagawa Patent Law Firm 
Third Floor 

Fujigaoka No.2 Asahi Building 
1, Fujimigaoica, Meito-ku 
Nagoya-shi, Aichi 465-0048 
JAPON 



Applicant's or agent's file reference 
IPOK00-010WO 



IMPORTANT NOTIFICATION 



International application No. 

PCT/JPOO/03932 



International filing date (day/month/year) 
15 June 2000(15.06.00) 



1. The following indications appeared on record concerning: 

X the applicant [x] the inventor |^ the agent the common representative 


Name and Address 

1)TAKEUCHI, Ken-ichi 

2 KOIDE, Yoshinao 

3) HIROSE, Yoshihiko 

Amano Pharmaceutical Co., Ltd. 

Chuo Kenkyusho 

51, Nishi Shiroyashiki 

Oaza Kunotsubo 

Nishiharu-cho, Nishi Kasugai-gun 
Aichi 481-0041 Japan 


State of Nationality 
JP 


State of Residence 
JP 


Telephone No. 


Facsimile No. 


Teleprinter No. 


2. The International Bureau hereby notifies the applicant that the following change has been recorded concerning: 
1 1 the person the name fx] the address Qj] the nationality the residence 


Amano Enzyme Inc. 
Gifu R & D Center 
4-179-35, Sue-cho 
Kakamigahara-shi 
Gifu 509-0108 
Japan 


State of Nationality 
JP 


State of Residence 
JP 


Telephone No. 


Facsimile No. 


Teleprinter No. 


3. Further observations, if necessary: 




4. A copy of this notification has been sent to: 
1^ the receiving Office the designated Offices concerned 
1 1 the International Searching Authority the elected Offices concerned 
1 X| the International Preliminary Examining Authority [ [ other: 



The International Bureau of WlPO 


Authorized officer 




34, chemtn des Colombettes 


Masashi HONDA 




121 1 Geneva 20, Switzerland 




Facsimile No.: (41-22) 740.14.35 


Telephone No.: (41-22) 338.83.38 




Form PCT/IB/306 (March 1 994) 




003799927 
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PA .MT COOPERATION TREAT 

From the INTERNATIONAL BUREAU 



PCT 

NOTIFICATION OF ELECTION 
(PCT Rule 61.2) 



To: 



Commissioner 

US Department of Commerce 
United States Patent and Trademark 
Office, PCT 

2011 South Clark Place Room 
CP2/5C24 



Date of mailing (day/month/year) 
26 January 2001 (26.01.01) 


ETATS-UNIS D'AMERIQUE 

in its capacity as elected Office 


International application No. 
PCT/JPOO/03932 


Applicant's or agent's file reference 
IPOK00-010WO 


International filing date (day/month/year) 

15 June 2000(15.06.00) 


Priority date (day/month/year) 
17 June 1999 (17.06.99) 


Applicant 

TAKEUCHI, Ken-lchi et al 



1. The designated Office is hereby notified of its election made: 

I X I in the demand filed with the International Preliminary Examining Authority on: 

28 December 2000 (28.12.00) 



i I in a notice effecting later election filed with the International Bureau on: 



2. The election j X[ was 

□ 



was not 



made before the expiration of 19 months from the priority date or, where Rule 32 applies, within the time limit under 
Rule 32.2(b). 



The International Bureau of WlPO 


Authorized officer 


34, chemln des Colombettes 


Masashi HONDA 


121 1 Geneva 20. Switzerland 


Facsimile No.: (41-22) 740.14.35 


Telephone No.: (41-22) 338.83.38 



Form PCT/IB/331 (July 1992) 



JP0003932 
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PA-^T COOf^RATION TREATY 

From the INTERNATIONAL BUREAU 



PCT 




To: 


NOTIFICATION CONCERNING 
SUBMISSION OR TRANSMITTAL 
OF PRIORITY DOCUMENT 

(PCT Administrative Instructions, Section 41 1) 




KITAGAWA, Osamu 
Kitagawa Patent Law Firm 
Third Floor 

Fujigaoka No.2 Asahi Building 
7, Fujimlgaoka, Meito-ku 
Nagoya-shL Aichi 465-0048 


Date of mailing (day/month/year) 
16 October 2000 (16.10.00) 


JAPON 


Applicant's or agenfs file reference 
IPOK00-010WO 


IMPORTANT NOTIFICATION 


International application No. 
PCT/JPOO/03932 


International filing date (day/month/year) 

15 June 2000 (15.06.00) 


International publication date (day/month/year) 
Not yet published 


Priority date (day/nionth/Vear) 
17 June 1999(17.06.99) 


Applicant • 

AMANO PHARMACEUTICAL CO., LTD. et al 


2. This updates and replaces any previously issued notification concerning submission or transmittal of priority documents. 

3. An asterisi^*) appearing next to a date of receipt in the right-hand column, denotes a priority document submitted 
^ r-T„r ^''J" 'h- Bureau but not in compliance with Rule 7.1(a) or (b). In such a ^se the aSSon 
t^r^TT •* « "1 provides that no designated Office may disregaM the prior^cSm 


oroWdrs that L He Jonl;!^^^^ respectively. In such a case, the attention ofthe applicant is directed to Rule 1 7. 1 (c) which 


Pf|9"ty 4m Priority aoDticatinn w^, 
17 June 1999 (17.06.99) 11/170555 




{Hamry or renional Office Date of recAin^ 
orrcirflcmvinqnfrice of oriorMv dn«..m«.i| 

04 Augu 2000 (04.08.00) 


Thelntemati nal Bureau of WlPO 
34, chemin des Colombettes 
121 1 Geneva 20. Switzerland 

Facsimile No. (41-22) 740.14.36 


Authorized officer 

Tessadel PAMPLIEGA 

Telephone No. (41-22) 338.83.38 


i-orm PCT/lB/304 (July 1998) " — — | 



003586607 
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wo 00/78926 
PCT/JPOO/03932 



PCT 



NOTICE INFORMING THE APPLICANT OF THE 
COMMUNICATION OF THE INTERNATIONAL 
APPLICATION TO THE DESIGNATED OFFICES 

(PCT Rule 47. 1 (c), first sentence) 



Date of mailing (day/month/year) 

28 December 2000 (28.12.00) 

Applicanf s or agenfs file reference 
IPOK00-010WO 



International application No. 

PCT/JPOO/03932 
Applicant 



From the INTERNATIONAL BUREAU 



To: 



KITAGAWA, Osamu 
Kitagawa Patent Law Firm 
Third Floor 

Fujigaoka No.2 Asahi Building 
7, Fujimigaoka, Meito-ku 
Nagoya-shi, Aichi 465-0048 
JAPON 



IMPORTANT NOTICE 



International filing date (day/month/year) 

15 June 2000 (15.06.00) 



Priority date (day/month/year) 
17 June 1999 (17.06.99) 



AMANO ENZYME INC. et al 



li^Tp^pn^^^^^^^ Notice as concusive evidence that 

Of the .nternational application Is require5?o be ttheX^S aXn^^^^^^^^^^ "» 

2. Thejollow^ng^designated Offices have waived the requirement for such a communication at this time: 

Sp^&"?^:ffhTcr^^^^^^^^ those Offices do not require the 

3. Enclosed with this Notice is a copy of the international application as published by the International Bureau on 
28 December 2000 (28.12.00) under No. WO 00/78926 « »e International Bureau on 

REMINDER REGARDING CHAPTER II (Article 31(2)(a) and Rule 54^) 

Examlnmg Authority before the expiration of ^9 mXlZ%^l pllori^TaXo^ competent International Prelimlnar; 
It is the applicant's sole responsibility to monitor the IS-month time limit 

^^^^o%ri'',Z!^^^^^^^^^ contracting State which is bound by Chapter 11 has the 

REMINDER REGARDING ENTRY INTO THE NATIONAL PHASE (Article 22 or 39(,„ 

A-nn»^^Z?S»tt^^^^^^^ 



The International Bur au of WlPO 
34«ch min des Colombettes 
121 1 Geneva 20, Switzerland 



Facsfmife No. (41-22) 740.1 4.3S 
Form PCT/IB/308 (July 1 996) 



Authorized officer 

J. Zahra 

Telephone No. (41-22) 338.83.38 



3736413 
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(19) 1&Sfljfl*rR^W«t8ti8 

(43) SBS^MB 
2000 ^12 ^28 H (28.12.2000) 




PCX 



(10) 

wo 00/78926 Al 



(51) SiB^ff^S': 

(21) mmmmm^: 

(22) mmmsB: 

(25) 5lf@dlIi(0Sg: 

(26) m«st^Ama>-sm: 

(30) Sit It T^-^: 
1 1/170555 



C12N 1/21, 15/52. 9/80 
PCT/JPOO/03932 
2000 ^6 15 a (15.06.2000) 



[jp/jp]; T481-0041 ^mmmmB^mmmm:)^^^ 

Aichi (JP). iSQ 3tiS (MORIGUCHI, Mitsuald) [JP/JPl- 

T 870-1124 :*:»!a;*;iJ-tfT*!?fisii700»ii!j oto 

(JP). i®S)5^5f aSOBE. Kimiyasu) [JP/JP]; f 020-01 1 1 
^§^!RffiH iUIIE»3T S 150)40 Iwate (JP). 

(74) ftmX: #a± itm J&CKITAGAWA, Osamu) ; t 
465-0048 Sfil S « *S m« miEBiaA<£7Sll!j H T 
S»2«B B tf JUSSg :ltJIISIS4$n^«»Hr Aichi (JP). 



1999 ^6 17 e (17.06.1999) JP ^f^^*-* ^' "S. 



(71) ajffiAr*H$B%<^T©m^SlCOLXT;: Seifx 
^if-f A|*SC#a (AMANO ENZYME INC.) [JP/JPl; 
T460-8630 a*Dft«*Sr|T4'E«-T B2»7^^ Aichi 

(JP). 

(72) nm%;i3^lf 

(75) *B.B#/ajJSA r*S«=Otxr«>^;: WrtR — 



(84) IMMmcmmj: a-a-y/m^(AT,BE.CH,CY,DE, 
DK, ES, FI, FR, GB. GR, IE, IT, LU, MC, NL, PT. SE). 



Yoshinao) [JP/JP]. jUm^m (HIRGSE, Yoshihilio) ^f^xy — h j $#gi. 



= (54) Title: TRANSFORMED MICROORGANISM AND PROCESS FOR PRODUCING D-AMINOACYLASE 
g (54)«l!B(D«fi::.JKHJgg4{S4^, D-T 5 y Ti'?-- tfOfijgJJ^ 

= J^') Abstract: A transformed microorganism which selectively produces D-aminoacylasc alone between D-aminoacylase and 
^ L-aminoacylas^ obtained by transfening a D-aminoacylase production gene into a host microorganism tolerant to zinc- and 
= a process which comprises culturmg the above transformed microorganism in a medium containing zinc ion and obt^ng 
S D-ammoa«ylase from the culture medium at a high efficiency. "oiaunng 

(57) 

^ ifa)^*jS«?wr=M5fe-r^ D - T 5 / Ti/^-^fM^ifte^^ffil&K14$^f 
o ^. 
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m m m 

D -T 5 y T i/^— -tzXU: L - T S y T v ^ — 4f 0) 5 *> . D- 

T s y T->3 — -tf(D^^mviifiiiz^m^^^ d-t « y Ti>^ — -tfM^ite^ 

ffl Lfc D - T 5 y Tv^-Hf <7>Si£^afelzBi^ -So 

to ^,*v^3t^WiWKfl)gL^D-T 5 y BIO) SI it n <D fr *) ic M m ^ ffl jfi: » m T 

( Chemical and Pharmaceutical Bulietinn) 26. 2698 (1 978) Ic *> a. — K ^ 
• x>?.e— ( Pseudomonas sp. ) AAA6029 A^ga ^ * *tT L^ 5 o X. 

( Streptomyces olibaceus ) S • 62^a)iSt|$S;b<ii^ $>L T , C tt <b 0) 

D - T z y 7 i^'y — 'ti t L - T z y T ->^ — -ii t ^mmiz^mLx 

^J^Xtf — V — X'^vP— X^^v^>X ( Alcal i genes den i tr i f i cans 
subsp. xylosoxydans) Ml - 4 *t/»<gi* $ *iT S o il <7) S 4* * jpJ ffl LfcS^, 

1 



wo 00/78926 



PCT/JPOO/03932 



D - 7 S y T v^--tf-<D*feMgg**^^ + ^^-C feofco L 1-548 

L^fca^), D - T 5 / T ^ — 4f (O ^ |g * S |Sl ±. * -fr -5 «) <Z>it ffi ^ fl) 36 ^ . 
m ^ ^ 1£ (D }^ S |g SIfit ^ «!l gi| S ^ $ @ ^ C ^ 3b< 7? $ «: o f= . 

x:i-+->^<'>x • ■9-:?Xt° — V — X • ^vP — + (Alcali genes 

xyiosoxydans subsp. xy losoxydans) A — 6 ^A^^"^ D — T 5 y 7 v ^ — -If 

9l\^tz (Protein Expression and Purification 7,395-399(1996) ) o 

Sa)j&Mfeft«^«s(i . aEIS-f 3^ > ^ ^t^mifelz^^L^T D-T5yT*>^ — -tf 

^J-A^o/r. C (DaSSaWttt (* , S{4:S (A6 6 0 nm) $ J2l T SI S * *L * SR 5i 
fife * 6<3Ef& < > aSftJ l:: <fc o T laS $ *Lgt U z: i: $ m 5 o 

s-^ 1 i-:^-r D - T 5 y 7i/^-if*^iie^$4#oi^M^gi«t^^ii. ate 

Kl±fl)jS(zSr5^, :*:36eBl±. D - T 5 y 7 ^ — -If itfi-?- * ffl T 

J^SS«**lfcfiS±«!l1?&oT. ^ife^Offi^-f ^i-XD^JniCd: y . D-T5 

2 
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B=!-X^mnmmtStitzWL±^X*&^X . Slfe'^a)3E«B 05^ in let y D - 

^ — -tf i^^ise^6<iB5>j^a)iB$ij#-^ 1 iz^-r^&mm^^-t ^t^. y.itmm 

36 IB -f:!-^©^ SIC J: y # L < it fi^i^ #1 0) «3S36<iS Si $ *l ^ fifi^ -5 

tii<i&mtEtixi^^. X, iB5>ja(DE5>JS# 1 (c^-rta»iB5>i t X h y > V X 
> ^«^^fe#TT'/^>r y ^r^ x-r SirfticD - t s y T>>^-if ^wsaica- 
tl* D-T 5 / 7*>^— -IfM^ifie^lCS* LT, *<D (1) &i;/X(± (2) 
©iSfe^^^Tdo (1) y V — A|S^«lgEICl$S*gSiB5»J (GAAGGA) ^ 
^ItLT. jfie^(DSIRgi}fe^±SS 9 lgScD(iMlc^A-r -5 C <!: (C J: y , |ffl|R 

i&i^o>isi±^m^iSi^o ca)at^icj:y, d -t s y t *>^ — 4fS^afie'7-<D 
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«^#ia>£ISM^to%16l=fe(tSa{4:S (A 6 6 0 nm) iC^ttLT. 

^^:it^ A<^if t>*t'i)o aa'i>L>li, afe" 5 m m ^ JncD — IS^^^HS* (c (t -5 
1«!lA<*f * LL^o A^A^-S?Si^S^1^<D»®«0 4»: LT. ( Eschericia coli) 

IS^^*t-r. mxii. Kiziis Lr^A-r-5:^^-\?>. /^•J;Ty:^3?T 

i:: 01* D -T 5 7 ^ — -If ^iie^li, D-T5y7->^~-tf 
^L-S^-fl/rottDTfe^c CKDJ^-p^CD-T'SyT V ^ — "If M^feitfi^ fe -5 

hy>va:> Ki:ife#T-^/N>r3^y^-rx-r*i:^(c, o-Tsyrv^ — -if 

4 
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^i/ P — X:j-:^*>^>X A - 6 **tfcc C<DA-6«|;I4. 

$Qll§-r ^^^-Cl^^o {H^i^^lbS^. fiftHiEi&^coa&l&^b 

D-TS/Tv^— Hf<OSiit:^^(CiiL. ±IBJa^a)j*i©IIJ6:^;4 ^f>||«E 

:^pe;u^:^**^^hi/K (I PTG) . ^^^h-xii) ^ f s^rs 
le OS $ ^ sfi -r fr «>(D s a 0) )^ ® 

5 
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X7|-4r->5^>X A- 6»*^t>^fcSfefe«;D N A ^$fJfSP^ Sau3AI X'Si^^M 
L, 2-9Kba)DNABT>T-^5J-flSLf=o #t)*tfcDNABf>%-^^fiia):^^X 

5 K PUC118 <D BamHimm&ikizmxmmLtzo ;z<Dmmy^7.z Kicty^ 

J:S::^^X S K4»CD 5 . 8 K b ©SABf M-* h U A^-t? > LT . D - T 5 

y 7 ->'y—-tim^mB=f-<o^m^m^Ltzo -tux, $52. oKbrooNAiz 

OL^T. 1^2fe(CfitL^, IB 5>J S <D K 51J S 1 Ic :^ "T <fc 3 ^S: ^ « IB ?|J $ ^ ^ L o 

iE?ijatci±. 5*iiB-r -ST 5 y KiB5»j t#ia-r -So ^<Dmm. ATGA^c,^&^-5 

1 4525^^^^^K*^t>^c«:f — ■r-r>y7U' — A (orf) 

±IB<Z)5. 8 K b (Dt^ ABr)i ^ ^ 5 K*^ t> . BamHI-Hindll I ;H<b 

lCj:y4Kb<DDNABf>t^«iyajL. d^»l(D3^^;^5K pUC118 iriHg-r* 
C ^ IC J: y illg-^^X 5 K pANDllS^f^g L. Zti^mmt LX . Zf 3 - 

^ffl L^fcSP^j-^PWl^Mrc J: y . y 5t? V — >7^^' >>/-9--f h (rbs) 

^Sl^Lfc::>'^X5K pANSDI ^ftg{Lfc„ 

a^fC, J:|B:^^X5K pANSDI ^»StL, 3f^-r V-$fflL>fcS|J^^1^|| 
tfil^mizj: I) ^ ±SB R B S a>ift±SglC(* EcoRKDeaiSP^^. X. O R F <D it 
TSglCli Hindi llgitSP^i^, -^-tv-etLf^fiE L T Jft -5 3f ^ X 5 K pANSDIHE ^ 
mtzo 

MIC ;^ 5 K pANSDIHE ^mf&mm EcoRI-Hindl I lT5H4k LT#fc 1 . 
8 K b (OD N AHrfr^. 0 1 ic^f "^^X 5 K pKK223-3 <0 EcoR l-H i nd I 1 1 SP 

ts.izm\m.^Lx . mzizm-ry^T.^ k pknsd2 ^mtzo 

* B a ( Escher icia coli) K1 2tSkAik<r>tSk^W± t LX ^ D. HANA 
HAN a>:&ag (DNA cloning Vol. 1 109—136 1985) J: y X 5 K D N A $ 

6 
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«AL, i&mn»:kmm e. con iGi/pmsDi^mtzo 

i^n — A - 6t*$, U 'J -tyAO . 2%. U>K-*u 

'I^AO. 2%. 7K'J^:^h>2%. ?aEirv^:?->>';;AO . O 1 % Jt «J -tr 'J 

pH7. 2 Ta&^*^ai^jpm«fe. xt^ctt t iiafiE(D^jfe 

l~'€-*L-?*t O . 2mM. 2. OmM&t^S. O m M <D S Jg (C SUkffi i& $ S6 L 

fc£i&3EAi«i&i=feL^T 3 0° 2 Amwimmi^tzo ^m^. mw& (a6 





3EttM (inM) 




m»m (A660) 


mtm (96) 




0.0 


7.58 


8.09 


100.0 


A-6II 


0^ 


7.62 


7.75 


95.8 




2.0 


7.56 


5.23 


64.6 




5.0 


7.68 


3.34 


41.3 




0.0 


5.01 


5.68 


100.0 


TGI 


0.2 


4.99 


5.93 


104.4 




2.0 


4.98 


535 


97.7 




5.0 


5.01 


4.98 


87.7 




OX) 


5.00 


&45 


100.0 


PKNSD2/TG1 


0.2 


5.01 


6.70 


103.9 


(IUfl;ia) 


2.0 


4.98 


6.09 


94.4 




5.0 


aoi 


5.47 


84.8 



«lfe(Cj3UT:$?I 3 5 %. 5. O mMa)StSai*DlS«!lCfcL^r$?I 6 O %<Z)«iJ^) , 
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6tt^S«a>|i^<D«%$fflUT. (A 6 6 0 nm) ^ai^r* 

ztcrj:y, ^(ommm^^mmy^tzo ^omm^m-i iztsifi, ttgi 

•C^53%. 5. O mM<D§&fagi^lnl&^fe^wJ3L^T:5KI 1 2 %(Dai!>o O. 2mMa> 

IKMSSfe^ISM E. coli TG1/pKNSD2lc^ L T 4i , ±IB(D A - 6 i 
<Dia«a)Jglfe*fflL^-C, H«tZB«:fi (A6 6 O nm) ^ ^ ^ t IZ J: . 

■etOffitSitli^PfiB Ufco -eroiSm^ a 1 (- j3«t -5 rpKNSD2/T61 (iSflSlx.S) J 
t as L/= filler -To 

»aiiD«*i::fcMt«j^s«te«^ii§®05Sftatt^fe y M'>-fr-r (2. omMros 
ii?o o. 2 mM(Dsra^*DJSifeici3LNTiiaioTiiJin LXL^s) , ±mmmu 

ms^Wki^mm e. coi i tgi/pknsd2$, k h y h > 1 %. i>-f 
— ;^hx:^xo. 5%. ie<b-^hyoAo. 5 %si;t > t° V y :^ 1 o o // g 

/m I ^^t;pH7. 0(D«lfelw^5t^T30• CXI e^fSKDKFJSS^ffofc, 

«£L^x, iiirJg«^©®®iE»*iKS^. y y -tyAo . 2%. y> 

K — *yt7Ao. 2%, 7Ky/<:^h>2%. fi5iS^<;''^-*>'l7Ao. 01%.^ 
y -b y > 1 %au^^sffl<!: Lxo)^ ^ h — X o . pH7. oxfe 

2. O mMODSSlCKftaE^^^ftJ Lfc«lfef::fcL^X. 3 0" CX2 4I^BI<0 

8 
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^^m^fr^fzo X. ^SjglO^f PXT-!? h p H t . mmi& (A 6 6 0 nm) 
D -T £ y T*>^— -^K^a&tt (U/mL) ^ SI ^ L o 

^OJiSm, S^«l^*nSftb-CI±P^S1435< 2 1 . 7 8U/mL P X T 
•t7hpH5. 05) T?&ofc<DICiJ LT. O. 2 m M <Z) iE !& IS JP « Ufe i3 T 
tt 5 8 . 8 5 U/mL ( □ X T 'I? h p H 5 . 03) . 2. O m M <7) S fB *D 
^«fetr fcl>r tt 1 09. 79U/mL (■:?nXT';?hpH5. 11) (DP^JS 

u > I* jsi as Jn ) iza3iNTH±a>^f4^-eH(rm« M(c, ^s^b^jiIb^^ h — 
7.0 . 1%A^p)N-T-tr5^;^-D. L-p-fv/>o. i%izg£MLf=Ja^(i± 

•t LT . ^HiSO-^P XT'!? hpHi:, (A660nm) 0-75^7 

i/^-ifPmStt (U/mL) ^Sfl^Lfco 

^<D^§^. s.f^m^m^m-ciimm^^i3^o . 29u/mL (^^pxt'!? 

hpH7. 47) -e&ofrOJIOt LT, O. 2 m M (D S IB AP IC T 14 
O. 12U/mL (■^P:^T't7hpH7. 48). 2. O m M (DffiiB^anftJ Jfe 
iZfcL^TliO. 29U/mL (•^PX7''i?hpH7. 43) (DB^SIt^^L 

m *Si<> 4 c t A<-e # o o 
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m ii^ <D m m 

2 . mmo -T 5 y 7 i^^ — 4f M^ite^A^, iB$JJa(DiB5iiS-^ 1 l^^-T^IS 
iB9J^*-r */)^. XliE5>JlSa)iB5>J»-^ 1 (C^-raiSiBW t X h 'J >i?a: > h 

^c^ftTT?/\-r :^ u ^-f x-r * i ^tic d - t s y ri/^—Hf K-r 

3 . :^ ><7>#Sl:iJ; M it€^S#ia)«iS*<ig^ $ tt -6 D - T 5 y T ^ 
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Bam Hl(256) 
-Sph 1(443) 
Acc 1(532) 
•Hinc 11(532) 
Sal 1(532) 



pKK223-3 
4584 bp 



Pvu 11(1945) 
Acc 1(2125) 
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EcoRI(6307) 



all(i90) 

Bg 111(284) 



Pvu 11(4359) 
Ndel(4129) 




Pvull(1296) 



EcoRV(lfi05) 
HindIII(1753) 



Scal(255l) 
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^ m m 

SEQUENCE LISTING 
<110> Amano Pharmaceutical Co. .Ltd 

<i2o> mm^m^WL^i^. D-TiJT>^- ■if(Dmm::^m 

<130> POK-99-022 

<160> 1 

<210> 1 
<211> 1758 
<212> DNA 

<213> Alcaligenes xylosoxydans subsp. xylosoxydans 
<400> 1 

gaattccact tgatcgcgga aggagagatt tec atg tec caa tec gat tee cag cce 57 

Met Ser Gin Ser Asp Ser Gin Pro 
1 5 

ttc gac ctg ctg etc gcg ggc ggc ace etc ate gae ggc age aac ace 105 
Phe Asp Leu Leu Leu Ala Gly Gly Thr Leu He Asp Cly Ser Asn Thr 

10 15 20 

ccg ggg egg cge gee gae ctg ggc gtg cgc ggc gac cge ate gee gee 153 
Pro Gly Arg Arg Ala Asp Leu Gly Val Arg Gly Asp Arg He Ala Ala 
25 30 35 40 
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ate ggc gat ctg teg gae gee gee gcg cac acc egg gtc gae gtg teg 201 
He Gly Asp Leu Ser Asp Ala Ala Ala His Thr Arg Val Asp Val Ser 

45 50 55 

ggc ctg gtg gtc gcg ccc gge ttc ate gae teg cac aee cac gae gae 249 
Gly Leu Val Val Ala Pro Gly Phe He Asp Ser His Thr His Asp Asp 

60 65 70 

aae tac etg etc agg egt egc gae atg acg cec aag ate teg cag ggc 297 
Asn Tyr Leu Uu Arg Arg Arg Asp Met Thr Pro Lys He Ser Gin Gly 

75 80 85 

gte acc aeg gtg gtc acg gge aat tgc ggc ate age ctg gcg eeg etg 345 
Val Thr Thr Val Val Thr Gly Asn Cys Gly He Ser Leu Ala Pro Leu 

90 95 100 

gcg cac gee aae ccg ecc gcc ccc ctg gae etg etg gae gaa ggc gge 393 
Ala His Ala Asn Pro Pro Ala Pro Leu Asp Uu Leu Asp Glu Gly Gly 
105 no 115 120 

tet tac egt tte gag ege ttc gcc gae tac ctg gae gcg ttg egg gee 441 
Ser Tyr Arg Phe Glu Arg Phe Ala Asp Tyr Leu Asp Ala Leu Arg Ala 

125 130 135 

acg eeg gcg gee gte aae gee gee tgt atg gtg ggc cat tea acg ctg 489 
Thr Pro Ala Ala Val Asn Ala Ala Cys Met Val Gly His Ser Thr Leu 

140 145 150 

egc gcc gcg gtc atg eeg gae ttg cag egc gee gcc ace gae gag gaa 537 
Arg Ala Ala Val Met Pro Asp Leu Gin Arg Ala Ala Thr Asp Glu Glu 

155 160 165 

ate gcg gee atg egg gae ctg gcc gag gaa gee atg gee age gge gee 585 
He Ala Ala Met Arg Asp Leu Ala Glu Glu Ala Met Ala Ser Gly Ala 
170 175 180 
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ate ggc att teg aee gge gee tte tac ccg cee gee gcc cgc gee acc 633 

He Gly He Ser Thr Gly Ala Phe Tyr Pro Pro Ala Ala Arg Ala Thr 

185 ■ 190 195 200 

acc gaa gag ate ate gag gtg tgc egg eeg etg age gcg cat gge gge 681 

Thr Glu Glu He He Glu Val Cys Arg Pro Leu Ser Ala His Gly Gly 

205 210 215 

ate tac gcc acc cac atg cgc gac gaa gge gag eac ate gtg gcc gcg 729 
He Tyr Ala Thr His Met Arg Asp Glu Gly Glu His He Val Ala Ala 

220 225 230 

etg gag gaa acc tte cgc ate gge cgc gag etg gac gtg ccg gtg gtg 777 
Leu Glu Glu Thr Phe Arg He Gly Arg Glu Leu Asp Val Pro Val Val 

235 240 245 

ate teg eac eae aag gtc atg ggc eag ccc aat tte gge cgc teg cgc 825 
He Ser His His Lys Val Met Gly Gin Pro Asn Phe Gly Arg Ser Arg 

250 255 260 

gag acg etg ccg etg ate gag gee gcc atg gcg cgc eag gac gtc teg 873 
Glu Thr Leu Pro Leu He Glu Ala Ala Met Ala Arg Gin Asp Val Ser 
265 270 275 280 

etg gac gcg tat ccc tac gtg gee ggc tec ace atg etc aag eag gac 921 
Uu Asp Ala Tyr Pro Tyr Val Ala Gly Ser Thr Met Leu Lys Gin Asp 

285 290 295 

cgc gtg etg etg gee gga cgc ace ate ate aee tgg tgc aag ccc tte 969 
Arg Val Uu Leu Ala Gly Arg Thr He He Thr Trp Cys Lys Pro Phe 

300 305 310 

ccc gaa etg age ggg cgc gac etg gat gaa gtc gcg gcc gag cgc ggc 1017 
Pro Glu Leu Ser Gly Arg Asp Leu Asp Glu Val Ala Ala Glu Arg Gly 
315 320 325 
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aaa tec aag 
Lys Ser Lys 

330 
tac ttc atg 
Tyr Phe Met 
345 

ccg acc atg 
Pro Thr Met 

ccg cgc ctg 
Pro Arg Leu 

gac ctg ggc 
Asp Leu Gly 

ctg acc gcc 
Leu Thr Ala 
410 

ggg tac ttc 
Gly Tyr Phe 

425 
acc gcc acc 
Thr Ala Thr 
440 

gtg tac gtc 
Val Tyr Val 



tac gac gtg 
Tyr Asp Val 

atg gac gaa 
Met Asp Glu 
350 

ate ggc tee 
He Gly Ser 

365 
tgg ggc acc 
Trp Gly Thr 
380 

ctg ttc ccg 
Leu Phe Pro 
395 

gcg ege tte 
Ala Arg Phe 



gtg cce 
Val Pro 
335 

cce gac 
Pro Asp 

gac ggc 
Asp Gly 

ttc ccg 
Phe Pro 

ctg gag 
Leu Glu 



gcc gac ctg 
Ala Asp Leu 



tte gaa cac 
Phe Glu His 
445 

aac ggc gcg 
Asn Gly Ala 
460 



ggc ctg 
Gly Leu 
415 
gtg gtg 
Val Val 
430 

cct acc 
Pro Thr 

ccg gtc 
Pro Val 



gag ctg cag 
Glu Leu Gin 

gtg cag cgc 
Val Gin Arg 
355 

ctg ccg cac 
Leu Pro His 

370 
egg gtg ctg 
Arg Val Leu 
385 

acg gcg gta 
Thr Ala Val 
400 

gcc ggg cgc 
Ala Gly Arg 



ccg gcc 
Pro Ala 
340 

ate ctg 
He Leu 

gac gag 
Asp Glu 

ggg cac 
Gly His 

tgg aag 
Trp Lys 



ttc gac ccg 
Phe Asp Pro 

gag cgc gcc 
Glu Arg Ala 
450 

tgg caa gag 
Trp Gin Glu 
465 



ggg cag 
Gly Gin 
420 
gcc acg 
Ala Thr 
435 

gcc ggc 
Ala Gly 

cag gcg 
Gin Ala 



ggc gee ate 1065 
Gly Ala He 

gcg ttc ggc 1113 
Ala Phe Gly 
360 

cgc ccg cat 1161 
Arg Pro His 

375 

tat gcg cgc 1209 
Tyr Ala Arg 
390 

atg acc ggc 1257 
Met Thr Gly 
405 

ctg cag gcc 1305 
Leu Gin Ala 

gtg gcc gat 1353 
Val Ala Asp 

ate cat tec 1401 
He His Ser 
455 

ttc acc ggc 1449 
Phe Thr Gly 
470 
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cag cat gcc ggc cgc gtg etc gca cgc acg gee gcc tg agcccggcgc 1497 
Gin His Ala Gly Arg Val Leu Ala Arg Thr Ala Ala 
475 480 * 483 

cagcccttac aatccggcgt gaacggggcg gcgtgccgcc ccctcccaac cctggacgca 1557 

aaccgctaca tggcccctcc ctccgctcgc aatacggccc cacccgatat cgtgggcaag 1617 

gaagtgatgg gcgcgcgcct gcgcgccgag cgcaaggccc ggaaaatgac cctgcaagac 1677 

ctgtcgcagg ccagcggcat cgcggtctcg accctgtcca aggccgagct gggccagatc 1737 

gccctgagct acgagaagct t 171:0 
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. sheets, including this cover sheet. 



□ This report is also accompanied by ANNEXES, i.e., sheets of the description, claims and/or drawings which have 
been amended and are the basis for this report and/or sheets containing rectifications made before this Authority (see 
Rule 70. 16 and Section 607 of the Administrative Instructions under the PCT). 



These annexes consist of a total of _ 



sheets. 
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INTERNATIONAL PRELIMINARY EXAMINATION REPORT 



International application No. 

PCT/JPOO/03932 



I. Basis of the report 



With regard to the elements of the international application:* 
the international application as originally filed 

the description: 

pages 

pages ^ 

pages 



□ 



, as originally filed 



filed with the demand 



filed with the letter of 



□ 



the claims: 

pages 

pages 

pages 

pages 



, as originally filed 

, as amended (together with any statement under Article 19 

, filed with the demand 



filed with the letter of 



□ 



the drawings: 

pages 

pages 

pages 



, as originally filed 



filed with the demand 



filed with the lener of 



I I the sequence listing part of the description: 
pages 

pages 

pages 



. as originally filed 



, filed with the demand 



filed with the letter of 



With regard to the language, all the elements marked above were available or furnished to this Authority in the language in which 
the international application was filed, unless otherwise indicated under this item. 

These elements were available or fiimished to this Authority in the following language which is: 

I I the language of a translation furnished for the purposes of international search (under Rule 23. 1 (b)). 
I I the language of publication of the international application.(under Rule 48.3(b)). 

I I the language of the translation furnished for the purposes of international preliminary examination (under Rule 55.2 and/ 

or 55.3). 

With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the international 
preliminary examination was carried out on the basis of the sequence listing: 

I I contained in the international application in written form. 

filed together with the international application in computer readable form. 

furnished subsequently to this Authority in written form. 

furnished subsequently to this Authority in computer readable form. 

The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in the 

international application as filed has been furnished. 

The statement that the information recorded in computer readable form is identical to the written sequence listing has 
been furnished. 



□ 
□ 
□ 



□ 



The amendments have resulted in the cancellation of: 

the description, pages 

I I the claims, Nos. 

I I the drawings, sheets/fig 



I I This report has been established as if (some oO the amendments had not been made, since they have been considered to go 
I — i beyond the disclosure as filed, as indicated in the Supplemental Box (Rule 70.2(c)).** 

♦ Replacement sheets which have been furnished to the receiving Office in response to an invitation under Article 14 are referred to 
in this report as "originally filed" and are not annexed to this report since they do not contain amendments (Rule 70.16 

and 70.17). 

** Any replacement sheet containing such amendments must be referred to under item J and annexed to this report. 
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International application No. 
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V. Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 


1 . Statement 

[Novelty yri) 


Olaims 


1-4 




YES 




Claims 






NO 


Inventive step (IS) 


Claims 






YES 


Claims 


1-4 




NO 


Industrial applicability (I A) 


Claims 


1-4 




YES 




Claims 






NO 



2. Citations and explanations 

Document 1: J. Ferment. Bioeng., (1998), Vol. 85, No. 3, pages 278-282 
Document 2: Biosci. Biotech. Biochem., (1995), Vol. 59, No. 1 1, pages 2115-21 19 

Claims 1-4 

The subject matters of claims 1-4 do not appear to involve an inventive step in view of documents 1 
and 2 respectively cited in the ISR. 

Document 1 describes that zinc ions activate the activity of aminoacylase derived from Pseudomonas 
maltophila Bl (Document 1: Page 278, Abstract, Line 8). 

Document 2 describes an amino acid sequence and a gene sequence of the aminoacylase derived from 
Alcaligenes xylosoxydans subsp. xylosoxydans A-6 (Document 2: Page 2117, Fig. 3). 

Claim 1 of the present application describes that a D-aminoacylase producing gene intensified in the 
expression of a gene product due to the presence of zinc ions is introduced into a host microbe, but since 
enzyme activity is determined in the presence of zinc in the examples of the specification, whether or not 
the expression increased is unknown. 

So, a person skilled in the art could have easily conceived of obtaining aminoacylase with high 
activity using zinc ions as described in document 1, by introducing the gene encoding aminoacylase 
described in document 2 into a host microbe and culturing in the presence of zinc ions, and the 
aminoacylase obtained like this cannot be distinguished from the invention of the present application. 

Furthermore, in this case, a person skilled in the art could have selected a host microbe tolerant to 
zinc ions, as required, in anticipation of culturing in the presence of zinc ions. 

So, a person skilled in the art could have easily achieved the subject matters of claims 1-4 based on 
the descriptions of documents 1 and 2. 



Form PCX/ IPEA/409 (Box V) (July 1998) 



PAGE BLANK (u*™ 



